A. Cultivation, transformation and selection of A. tumefaciens
1. Seed cells of the A. tumefaciens strain GV3101 strain using an inoculation loop in 5 ml оf LB medium containing rifampicin (50 μg/ml), gentamicin (25 μg/ml), and carbenicillin (50 μg/ml),
(antibiotics do not affect the efficiency of plant transformation) and grow overnight at 28 °C in a shaker incubator (~140 pm).
2. Transfer the bacterial culture to 95 ml of LB medium without antibiotics and grow to an optical density of OD600 = 0.5-0.6, at 28 °C in a shaker incubator (~140 pm). 2. Use the leaf fragments with fluorescence for protoplast isolation according to Nosov et al. (2014) . Mince the leaves (about 500 mg) with a scalpel. Add 5 ml of solution 4.
3. Isolate the protoplasts at 15 °C in a shaker (50 rpm) for 12 h.
4. Filtrate the protoplast suspension through nylon mesh (pore size, 40 µm). Transfer the protoplast suspension into 10-ml centrifuge tubes and centrifuge at 100 x g for 5 min at room temperature.
5. Resuspend the pellet of protoplasts in 10 ml of solution 5 and incubate for 5 min at room temperature, and then centrifuge at 100 x g for 5 min, repeat the procedure two times.
Resuspend the pellet of protoplasts in 1.5 ml of solution 5 (see Recipes).
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Data analysis
All experiments were performed in at least three independent replicates, each replicate being analyzed at least three times. To determine how well transformation was done we checked the level of GFP fluorescence in agroinfiltrated leaves of N. benthamiana in UV light. For estimation of subcellular localization of GFP fusion proteins in the tobacco protoplasts, we analyzed about 100 
Notes
This protocol can be applied to other plant species (Figure 4) . 
